difficile toxin B protein purchased from Pfénex, Inc. Buffer is 50 mM Na-phosphate, pH8.5. Glycans were spotted at 0.5 and 1 mM (small and large spots, respectively) and Toxin B at 0.5 and 1 μM (small and large spots, respectively). . Binding signals of serum without competitor was set to 100 % (white). As competitors, either CRM 197 (grey) at 50 μg/mL or 4 (green, blue, black) at 0.4 μg/mL were pre-incubated for 5 min. with the serum before microarray analysis. Microarray scans of 2 spotted in triplicate are shown above the respective bars.
Supplemental Experimental Procedures
Patients A positive Toxin ELISA and the growth of C. difficile identified CDI patients five to 25 days after the onset of clinical symptoms. The majority of CDI patients were hospitalized in intensive care units due to surgeries (abdominal, brain) or organ transplantation. The group of control patients reflects individuals whose stool samples were sent in for microbial analysis as well as control samples from individuals without diarrhea. All patient and control samples were age-and sex-matched and between 10 and 92 years old.
Preparation of Fecal Samples
Fresh fecal samples were weighed. Two volumes PBS supplemented with protease inhibitor cocktail (Sigma-Aldrich, St. Louis, MO, USA) were added, samples vortexed vigorously and incubated on ice for 1 h. Samples were centrifuged for 20 min at 10,000 x g. Supernatants were used for microarray binding assays.
SDS-PAGE
Samples were dissolved in Lämmli buffer (0.125 M Tris, 20% (v/v) glycerol, 4% (w/v) SDS, 5% (v/v) betamercaptoethanol, bromophenol blue, pH 6.8) and boiled at 95°C for 5 min. Samples were run in a 10% polyacrylamide gel and stained with 0.025% Coomassie Brilliant Blue R-250 in an aqueous solution containing 40% (v/v) methanol and 7% (v/v) acetic acid. Gel was destained with an aqueous solution containing 50% (v/v) methanol and 10% (v/v) acetic acid. PageRuler Plus Prestained Protein Ladder (Thermo Scientific, Waltham, MA, USA) served as size marker. As alternative staining method, gels were stained by silver staining as follows. Gels were incubated in fixing solution (50 % (v/v) ethanol, 12 % (v/v) acetic acid with 0.05 % (v/v) aqueous 37 % formaldehyde) for 1 h. After washing twice with deionized water for 10 min., gels were incubated with 1 mM Na 2 S 2 O 3 for 1 min. and washed three times with deionized water for 20 s. Gels were incubated in 10 mM AgNO3 with 0.08 % (v/v) aqueous 37 % formaldehyde for 12 min. After washing twice with deionized water for 20 s, gels were incubated in 5 M Na 2 CO 3 , 1 mM Na 2 S 2 O 3 with 0.04 % (v/v) aqueous 37 % formaldehyde until protein bands became visible. The reaction was stopped by washing twice with deionized water for 2 min.
MALDI-TOF Mass Spectrometry
MALDI-TOF mass spectra of CRM 197 and 4 were obtained with an Autoflex Speed instrument (Bruker Daltonics, Bremen, Germany). The mass spectrometer was operated in linear positive mode. Spectra were acquired over an m/z range from 30,000 to 210,000 and data was analyzed with the FlexAnalysis software provided with the instrument. 2',4'-dihydroxyacetophenone (DHAP) was used as matrix. Samples were spotted with the dried droplet technique.
